Abstract: Anthrax Lethal Toxin consists of Protective Antigen (PA) and Lethal Factor (LF), and current vaccination strategies focus on eliciting antibodies to PA. In human vaccination, the response to PA can vary greatly, and the response is often directed toward non-neutralizing epitopes. Variable vaccine responses have been shown to be due in part to genetic differences in individuals, with both MHC class II and other genes playing roles. Here, we investigated the relative contribution of MHC class II versus non-MHC class II genes in the humoral response to PA and LF immunization using three immunized strains of inbred mice: A/J (H-2k at the MHC class II locus), B6 (H-2b), and B6.H2k (H-2k). IgG antibody titers to LF were controlled primarily by the MHC class II locus, whereas IgG titers to PA were strongly influenced by the non-MHC class II genetic background. Conversely, the humoral fine specificity of reactivity to LF appeared to be controlled primarily through non-MHC class II genes, while the specificity of reactivity to PA was more dependent on MHC class II. 
extent to which genetic polymorphisms, including HLA haplotype, might impact the fine specificity of the humoral response to anthrax vaccination is unknown.
Experimental animal models for anthrax infection and vaccination include mice, rats, guinea pigs, rabbits, and non-human primates. While rabbits and non-human primates are thought to recapitulate the human disease most closely, A/J mice are commonly used as an animal model of anthrax infection due to their enhanced susceptibility to the attenuated Sterne strain, a trait that is mediated by a natural deletion in the C5 component of the complement cascade [23] . In addition, the effects that LeTx has on macrophages and dendritic cells of A/J mice are similar to its effects on human cells [23] . Since both the production of antibodies from protein immunization and the fine specificity of those antibodies has been shown to be mouse strain dependent [24] [25] [26] [27] , we utilized available A/J and C57BL/6 mice congenic for the H-2 region to dissect the relative contribution of MHC class II and non-MHC class II genes to immunization with anthrax toxin components PA and LF.
Results and Discussion

Magnitude of Serum LF IgG Response to Vaccination Is More Dependent on MHC Class II than Magnitude of Serum PA IgG Response
To evaluate the genetic effect of the MHC class II locus on vaccine responses to anthrax LeTx components, three inbred strains of mice were immunized with recombinant PA or LF proteins in a three-dose priming schedule. Strains A/J, B6.H2k, and B6 were used. Strain A/J (H-2a) is of k haplotype at all MHC II loci, including Ab, Aa, Eb, and Ea, while B6 (H-2b) is of b haplotype at the Ab, Aa and Eb loci and is null for Ea. Strain B6.H2k has the background genes of B6 but is congenic for the H-2 locus of AKR/J (H-2k), having k alleles at all Class II loci and b alleles at the MHC Class 1b locus. Thus, comparison of B6.H2k responses to A/J or B6 responses permits deduction of MHC class II versus non-MHC class II genetic effects on vaccination. Mice from all three strains were vaccinated with 100 µg of either recombinant (r)PA or rLF in complete Freund's adjuvant on Day 0, then boosted at Days 10 and 24 with 50 µg at each immunization. Groups of control mice were vaccinated with PBS/adjuvant alone according to the same schedule. Blood samples for antibody testing and epitope mapping were collected from individual mice at Days 0 and 28.
First, to evaluate the influence of MHC class II genes on the magnitude of antibody responses to PA and LF, serum from each animal was diluted and tested separately for reactivity to the protein of immunization by standard ELISAs. All animals developed measurable antibody titers to the immunizing protein by Day 28. However, there was significant inter-strain variation in magnitude of the responses. PA-immunized A/J mice had significantly higher IgG titers to PA on Day 28 than B6.H2k or B6 mice (p < 0.001 for both comparisons), while responses of B6.H2k mice did not differ from that of B6 mice (Figure 1a ). Averages and standard deviations of IgG anti-PA end-point titers of A/J, B6.H2k, and B6 mice were 4.95 × 10 Interestingly, while titers to PA and LF in sera from A/J mice were similar, responsiveness to PA versus LF differed in both B6 (p = 0.013, Mann-Whitney U test) and B6.H2k mice (p = 0.0003, Mann-Whitney U test), suggesting that background genes outside of the MHC class II region can determine the magnitude of the response to a given immunogen. Figure 1 . Magnitude of LF titer is more dependent on MHC II than that of PA titer after immunization. End-point serum IgG antibody titers to PA (a) or LF (b) in sera of groups of mice who had received three immunizations of rPA (a) or rLF (b) as determined by ELISA are shown. Positivity was defined as OD ≥ 3 SD above the average OD of pre-immunized serum diluted 1:100 from the same animals. Average OD (± SD) for pre-immunized mouse sera tested against PA was 0.068 ± 0.007 for A/J mice, 0.090 ± 0.023 for B6.H2k mice, and 0.120 ± 0.021 for B6 mice. Average OD (± SD) for pre-immunized mouse sera tested against LF was 0.102 ± 0.01 for A/J mice, 0.118 ± 0.01 for B6.H2k mice, and 0.119 ± 0.01 for B6 mice. Shown is the last titer at which each animal's serum was positive, with the median for each group. *** p < 0.001; * p < 0.05 (Kruskal-Wallis test with Dunn's post-hoc comparison). Data show combined results from two separate experiments.
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Kinetics and Breadth of Response to PA Are Background Strain-Dependent
Strain-and immunization-specific Day 14 and 28 serum samples were then pooled and tested for sequential B cell epitopes by solid-phase epitope mapping. Day 28 serum samples pooled from PA-immunized mice recognized more PA decapeptides and epitopes compared to Day 14 samples from the same strains. At Day 28, A/J and B6 sera bound more epitopes than that of B6.H2k mice ( Figure 2 ; Table 1 ). A/J mice reacted to a total of 9 epitopes, which occurred in all PA domains, and B6 mice reacted to 7 PA epitopes, which were located in domains I and IV. B6.H2k mice reacted to only 3 epitopes, and, like B6 mice, did not react to any decapeptides in Domains II or III. Some epitopes (1 and 10) were observed in all three strains and were thus designated as common. Binding reactivity of Day 14 serum from PA-immunized A/J mice to PA decapeptides did not meet criteria for definition of any epitopes, though there was detectable reactivity to a single decapeptide within Day 28-defined Epitope 1. In contrast, the anti-PA response in B6 mice matured early, with 5 of 7 (71%) B6 PA epitopes bound at Day 14. Though B6.H2k mice reacted to only 3 epitopes at Day 28, positive reactivity to decapeptides within two of these (Epitopes 10 and a single decapeptide within Epitope 1) was observed at Day 14. Thus, B6 and B6.H2k strains mounted more rapid but ultimately less diverse responses to PA decapeptides than did the A/J strain.
Kinetics and Breadth of Response to LF Are Background Strain-Dependent
The fine specificity of serum IgG responses to LF in the three mouse strains was next evaluated. Pooled serum samples from LF-immunized A/J mice bound many more decapeptides compared to B6.H2k or B6 mice at both Day 14 and Day 28 ( Figure 3 ; Table 2 ). By Day 28, A/J mice reacted to a total of 19 epitopes spread throughout all domains of LF. B6.H2k mice reacted to an intermediate number of epitopes (8) and, like A/J mice, targeted all four domains of LF. B6 mice reacted to the fewest LF epitopes (5) and displayed very little reactivity to epitopes in the C-terminus, which includes Domain IV and the second half of Domain II (Decapeptides 205-401).
IgG from Day 14 serum of all strains of mice bound fewer LF epitopes than their respective Day 28 samples. Specifically, Day 14 serum from A/J mice reacted to only 4 of the 19 LF epitopes recognized at Day 28 (21%; Epitopes 7, 9, 10, and 13; Table 2 ); however, there was some measurable binding that did not meet "epitope" criteria to decapeptides within an additional 2 epitopes eventually bound at Day 28. B6.H2k mice reacted to 3 of 8 (38%) B6.H2k Day 28 LF epitopes, and B6 mice reacted to 4 of 5 (80%) of B6.H2k Day 28 LF epitopes (Figure 3) . Together, these results suggest that multiple vaccinations lead to greater diversity of the LF peptide-specific response in B6.H2k and A/J mice, while B6 mice react very similarly after a second LF booster as after a first booster. Interestingly, two of three commonly bound epitopes observed in Day 28 sera (Epitopes 9 and 10) demonstrated reactivity in all strains by Day 14, suggesting that they are common, immunodominant humoral epitopes. In addition, reactivity to the LF C-terminus observed in both A/J mice and B6.H2k mice at Day 28 was not present at all in either strain at Day 14, implying antibodies to this segment of LF generally develop late, if at all. In summary, this analysis demonstrates that the kinetics and diversity of the response to LF are strain-dependent, with the B6 strain making a rapid but less diverse IgG response.
Fine Specificity of the IgG Response to LF Is Strongly Influenced by Genetic Background
To remove any influence of differing magnitude of responses ( Figure 1 ) from analysis of fine specificity, we re-analyzed the epitopes, assigning the 50 most reactive decapeptides of each strain (i.e., those 50 with the highest OD values) as positive. Epitopes were again defined as two or more overlapping, positive decapeptides. Using this method, roughly similar numbers of epitopes were defined for each strain, effectively minimizing the influence of antibody titer on epitope selection (Tables 3 and 4) . By this method A/J mice have 12 PA epitopes and 13 LF epitopes, B6.H2k mice have 12 PA and 13 LF epitopes, and B6 mice have 10 PA epitopes and 10 LF epitopes. All defined PA epitopes were then classified according to the pattern of recognition by strain into those that are common among all strains regardless of genetic background (Common ; Table 3 ), recognized only in A/J and B6.H2k mice or only in B6 mice and thus influenced by MHC class II haplotype (MHC II), or recognized only in A/J or in both B6 and B6.H2k strains and thus influenced by non-MHC class II genetic background (Background). Among the epitopes that could be classified into these groups 7 of 15 (47%) were commonly bound by all three strains, 5 of 15 (33%) were influenced by MHC class II genes, and 3 of 15 (20%) were influenced by non-MHC class II background genes (Table 3 ). For LF (Table 4), 9 of 17 epitopes were influenced by non-MHC class II background genes (53%), 4 of 17 were influenced by MHC class II alleles (23%), and 4 of 17 (23%) were common. Table 3 . PA epitopes defined by the 50 most reactive decapeptides. To eliminate bias from different levels of reactivity to the parent protein, epitopes were re-defined using the 50 most reactive decapeptides within each strain. Epitopes are numbered as in Table 1 . New epitopes not defined in Table 1 Thus, for humoral responses to PA and LF, both MHC class II-dependent and non-MHC class II genetic background-dependent B cell epitopes were identified. However, a dominating influence of non-MHC class II genetic background shaped the fine specificity of the humoral immune response to LF, while sequential epitopes of PA were more heavily influenced by the MHC class II locus. That is, the majority of all classified LF epitopes associated with non-MHC class II genetic background, i.e., these epitopes were observed only in A/J mice or in only B6 and B6.H2k mice.
Discussion
One of the undisputed goals of vaccination is to induce protective immunity in as many immunized individuals as possible. We have observed a wide variation in the magnitude and fine specificity of immunity to PA in humans who have received the AVA vaccine according to the originally recommended schedule [17] . Understanding genetic, environmental and stochastic contributors to this variation is key for developing strategies to induce protective immunity in a higher proportion of vaccinees. A portion of vaccine responsiveness is expected to be genetically determined, and one of the most important genetic contributors to vaccination is MHC class II haplotype. Indeed, three different human HLA class II DRB1-DQA1-DQB1 haplotypes were recently observed to associate with a reduced magnitude of antibody responsiveness to PA following AVA vaccination [21, 22] . Other genetic effects of vaccine responsiveness are likely to be determined by non-MHC class II genes. Although the magnitude of the IgG antibody response to PA correlates with protective immunity as estimated by in vitro LeTx neutralization [5, 6, 8, 14, 17] , we have documented a substantial number of AVA vaccinees who produce high levels of anti-PA IgG antibodies yet fail to effectively neutralize Lethal Toxin in vitro [17, 18] . In addition, many antibodies directed toward PA or LF that are generated from mouse and human immunization are non-neutralizing [28, 29] , and certain antibodies to PA can actually enhance the effect of LeTx [20] . These observations highlight the importance of both fine specificity and magnitude of antibody responses in contributing to protective responses following vaccination.
This study used inbred and MHC class II congenic mice to investigate the relative influence of MHC class II and non-MHC class II genes on both the magnitude and fine specificity of the humoral immune response to PA and LF. Our laboratory has previously reported sequential B cell epitopes of LF [13] , EF [30] and PA [31] in A/J mice, but this is our first report of PA epitopes in B6 or B6.H2k mice. The previous reports demonstrated that identification of sequential B cell epitopes in mice is highly reproducible, in terms of both epitopes identified and relative magnitude of responses to individual epitopes, if pools of serum from groups of immunized mice are evaluated. All strains of mice in this study made robust antibody responses to both immunogens as detected by ELISA; however, strain-based variation in both the magnitude and fine specificity of the responses was observed. In particular, the MHC class II locus influenced the IgG titers to LF to a much greater extent than IgG titers to PA. Moreover, in the case of the LF response, the effects of MHC class II on magnitude and fine specificity were dissociable. In particular, MHC class II genes had a profound effect on LF antibody titer, whereas non-MHC class II background genes influentially shaped LF epitope selection.
Considering the number of protein domains recognized, B6 mice made the most restricted response to both immunogens. While A/J mice responded to epitopes within all domains of PA and LF, B6 and B6.H2k mice had no reactive epitopes within PA Domains II or III. B6 mice also had no epitopes within LF Domains II or IV, while B6.H2k mice responded to two epitopes within Domain IV of LF. Thus, the overall breadth of response to PA was controlled primarily by background genes, and at least some of the breadth of response to LF was controlled by the MHC class II locus. The more restricted responses of B6 mice may be secondary to the lack of a functional I-E heterodimer owing the lack of an Ea gene in this strain. This situation might be relevant to humans who are homozygous for certain HLA class II haplotypes, a form of restriction of HLA diversity. In support of this idea, prolonged reductions in PA antibody titer were observed only in AVA vaccinees homozygous for HLA alleles associating with low-response phenotypes [21] .
An analysis of strain-specific PA antibody response has been done in a similar manner once before without the use of H-2 congenic mice [32] . In contrast to the present study, vaccinations in that study were given intraperitoneally. The initial vaccination was given in CFA and the booster vaccinations were given in IFA. In addition, mice were only given 1 μg of PA at each dose, and PA-specific antibody titer was measured after initial immunization and 14 days after a single booster of PA. These authors found that B6 mice produced much higher PA antibody titers than A/J mice at this time point. While we measured antibody titers by ELISA only at the Day 28 time point, after two boosters, our Day 14 epitope mapping data, collected after only a single booster (Figure 2 ), is consistent with the results of this previous study. In particular, serum from B6 mice bound multiple epitopes at Day 14, while significant decapeptide binding by IgG in A/J mouse serum did not appear until Day 28, following two boosters. The kinetics of PA decapeptide binding in serum from immunized B6.H2k mice was intermediate between these two strains. LF decapeptide binding by serum from B6 mice also appeared to mature earlier than that of the other two strains, though the final responses of both B6 and B6.H2k strains were more restricted than that of A/J mice. These data suggest that genetic background can determine the kinetics of a vaccine response and are consistent with the need for a full priming series for timely, effective vaccination of a given population against anthrax.
Notably, known neutralizing PA epitopes were only recognized by select strains of mice. That is, the furin cleavage site of PA amino acids (aa) [33] [34] [35] between Domain I' and I [17] (here, PA Epitope 4) was not recognized as an epitope by B6.H2k mice, although some minor reactivity was detectable. The Domain II neutralizing PA epitope of the 2β2-2β3 loop [36] was targeted by A/J mice (here, Epitope 8) but was not bound by serum from B6 or B6.H2k mice, indicating that this is a background-sensitive epitope. We have previously shown that human antibodies affinity-purified against two PA epitopes (here, Epitopes 7 and 11) are protective against toxin challenge following passive transfer to A/J mice [17] . Herein, Epitope 7 is bound by A/J and B6 mice, while Epitope 11 is bound only by B6.H2k mice. Similarly, neutralizing LF epitopes were not always recognized by all three strains. We have previously demonstrated that human antibodies directed toward a peptide immediately preceding LF Epitope 8 are protective against toxin challenge following passive transfer into A/J mice [18] ; in the present study, this epitope is only recognized by A/J mice. Neutralizing LF monoclonal antibody LF8 binds to decapeptides of LF [13] that correspond to Epitopes 9 and 10, which are recognized by all three strains. Another neutralizing LF monoclonal antibody, 9A11, binds a linear epitope that overlaps with Epitope 15, only recognized by B6.H2k mice, as well Epitope 22, bound by A/J mice.
Evaluation of genetic influence on epitope specificity in this work has focused on sequential B cell epitopes. While the studies discussed above have shown that antibodies directed to such epitopes contribute to LeTx neutralization and/or protection following anthrax vaccination, they may form only a minor portion of the overall humoral response. Another consideration is whether choice of adjuvant has any impact on genetic control of humoral immunity to PA and LF. Nevertheless, these data demonstrate that genetic background exerts an important influence on humoral immune responses to PA and LF in a manner that may impact protection. While several studies have advocated vaccinating with specific peptides of PA [36, 37] , these data underscore the need for selecting multiple epitopes that are commonly targeted by individuals of diverse genetic background and HLA haplotype.
Experimental Section
Animal Use
Inbred mice (6-8 week old) were obtained from the Jackson Laboratories (Bar Harbor, ME, USA) and maintained in the Oklahoma Medical Research Foundation (OMRF) vivarium. Strains included A/J (Stock #000646), B6.AK-H2k/J (B6.H2k, Stock #001895), and C57BL/6J (B6, Stock #000664). Animal protocols were approved by the OMRF Institutional Animal Care and Use Committee.
for each strain of mouse was carried out separately, and then the epitopes were compared. For longitudinal analysis within-strain, epitopes were defined as two or more overlapping decapeptides having an OD of the mean plus ten times the standard deviation of PBS/adjuvant-vaccinated control serum tested against all decapeptides (positivity cut-off OD = 0.299). Due to significant disparities in antibody titers between strains, epitopes were re-defined to permit inter-strain comparisons in a manner that minimizes the influence of variation of antibody titer. Specifically, epitopes were re-defined as two or more overlapping decapeptides within the highest 50 peptide binding values recorded for that strain.
Statistical Analysis
ELISA titers between strains were compared by Kruskal-Wallis test, with reported p-values from Dunn's post-hoc test. PA and LF ELISA titers within-strain were compared by the Mann-Whitney U test. Threshold positivity values for decapeptide binding were determined as described above.
Conclusions
Using experimental mice, this study demonstrates that MHC class II haplotype and non-MHC class II genetic background can have divergent effects on both the magnitude and fine specificity of antibody responses, depending upon the immunogen studied. Despite these genetic influences, however, these results demonstrate the occurrence of protective epitopes commonly recognized by individuals of diverse HLA haplotype. We propose that such epitopes should be selectively incorporated into peptide-based vaccination strategies. This study further highlights the importance of conducting genetic association studies of vaccine responses using readouts that take into account not only general antibody levels directed to the immunogen of interest but also fine specificity of protective antibody responses. This might be best accomplished by utilizing toxin-neutralizing antibody titer as a critical phenotypic trait.
